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A B S T R A C T
Demonstration of the light radiation pressure on a microscopic level by A. Ashkin led to the
invention of optical tweezers (OT). Applied in the studies of living systems, OT have become a
preferable instrument for the noninvasive study of microobjects, allowing manipulation and
measurement of the mechanical properties of molecules, organelles, and cells. In the present
paper, we overview OT applications in hemorheological research, placing emphasis on red blood
cells but also discussing OT applications for the investigation of the biomechanics of leukocytes
and platelets. Blood properties have always served as a primary parameter in medical diagnostics
due to the interconnection with the physiological state of an organism. Despite blood testing
being a well-established procedure of conventional medicine, there are still many complex
processes that must be unraveled to improve our understanding and contribute to future medi-
cine. OT are advancing single-cell research, promising new insights into individual cell char-
acteristics compared to the traditional approaches. We review the fundamental and practical
findings revealed in blood research through the optical manipulation, stretching, guiding, im-
mobilization, and inter-/intracellular force measurements of single blood cells.
1. Introduction
The elegant physical experiment by Arthur Ashkin [1] at Bell Labs demonstrated that light radiation can exert pressure on
material microobjects that is strong enough to move them. Prior to this, J. Kepler assumed that solar pressure acted on the tail of a
comet, forcing it to point away from the sun [2]. The theoretical background for this idea was provided by Lebedev [3]. However,
years later, the invention of the laser made it possible to experimentally confirm this idea.
In 1970, Askin observed the attraction of small dielectric particles to the midpoint of an unfocused Gaussian laser beam together
with their acceleration in the direction of beam propagation, known today as optical guiding. Based on this discovery, he further
demonstrated the stable particle trapping at the midpoint of a set of two counterpropagating beams, trapped by the pressure from
both of them, which was a prototype of the modern dual-beam trap. Eventually, in 1986, Arthur Ashkin, together with Joseph
Dziedzic, John Bjorkholm, and Steven Chu, performed the first particle trapping - holding and moving a particle in three dimensions
with a highly focused laser beam. This method, named the “single-beam gradient force trap” [4], was considered a major
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breakthrough and marked the beginning of the optical micromanipulation field. Currently, this technique is commonly called optical
tweezers (OT).
OT have made a drastic contribution to the natural sciences, offering abundant opportunities to study nano- and micro-sized
objects in physics and biology. OT enable the noninvasive manipulation of biomolecules (protein and DNA), viruses, bacteria, and
cells and have been proven to be safe for living objects [5]. As expected, in 2018, Arthur Ashkin was recognized by the Nobel Prize for
the creation of OT and their application to biological systems [6]. According to the Web of Science database, within the last 6 years,
the number of publications on OT has grown to 600 per year (Fig. 1). Almost half of these publications are devoted to cell studies.
Cellular activities, function and functional disorders are crucially dependent on the mechanical properties of cell structures;
hence, the use of OT became a classical approach for single-cell investigations [7,8]. The advantages of OT compared to micropipette
aspiration and atomic force microscopy (AFM) are higher sensitivity, control over a whole cell in a nondestructive manner, no risk of
contamination, and simple control of the laser light intensity to adjust the applied force with an accuracy down to piconewtons.
In the present review, we attempt to summarize the main studies involving OT in hemorheology. Human blood is a life-sustaining
fluid that provides all organic systems with oxygen and nutrients and removes by-products. Moreover, blood components are re-
sponsible for the immune response of an organism. The mechanical properties of whole blood or its components have the potential to
be utilized as label-free biomarkers of the physiological state of an organism. Routine analysis of blood relies on established
methodologies. Conventional methods for blood analysis currently include complete blood count (CBC), blood glucose and choles-
terol tests, which provide averaged data over a bulk cell suspension. Individual cell analysis methods, however, are always more
sensitive to small differences than those based on bulk samples of cells. Thus, optical trapping can reveal the intercellular hetero-
geneity and complement blood tests. OT in blood research allow the single-cell-level study of cell-cell interactions, aggregation,
infectious disorders, and immune-related processes.
Red blood cell (RBC) biomechanical properties arise from their unique deformability, which enables them to travel through the
smallest capillaries of the human body. Being relatively simple structures of the phospholipid bilayer membrane and lacking nuclei
and some organelles, RBCs have often been used as a model system for cell mechanodynamics studies, revealing the interrelation
between structural, chemical, and biological signals and the corresponding mechanical response [9]. OT approaches are directed
toward studying, at first, intrinsic RBC properties, particularly deformability and viscosity, and cell-to-cell interactions, for example,
aggregation and adhesion. Experimental implementations involve mainly the trapping of a whole cell, such as in sorting [10–15],
optical stretchers [16] and rotators [17], or exerting a force through microbeads attached to the membrane [18]. The OT method is a
great instrument on its own, but combinations with other modalities, such as Raman spectroscopy [19,20], fluorescent microscopy
[21], microfluidics [22–24], etc., have largely enhanced its potential in fundamental and practical applications.
The mechanical features of leukocytes and platelets are crucial for the immune response of an organism and interdependent with
a variety of chemical mediators. The application of OT for leukocyte and platelet studies is limited due to the high sensitivity of cells
to mechanical forces, resulting in cell activation. Therefore, OT are not used for passive behavior studies of leukocytes and platelets.
Nonetheless, the technique was found to be a powerful tool in studies of immune cells as neutrophils [25] and T-lymphocytes [26].
Given the number of accumulated research results, OT is currently expected to be applied to medical diagnostics. Therefore, the
technique is evolving to fill the requirements of high sensitivity, portability, uniform standards, and fast measurement procedures for
many practical applications, which are still challenging, especially for in vivo experiments.
Here, we review the contributions OT have made to hemorheological research, starting from the first implementation for RBC
Fig. 1. Number of publications on OT in general and applications of OT in cell and blood studies, according to a data search on the Web of Science
database.
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trapping, the recent applications to leukocytes and platelets, and finally in vivo optical manipulation. OT technical implementations
are presented throughout the review regarding the findings they yielded when applied to blood cells.
2. Fundamental principles of optical trapping
The fundamental physical principles of optical trapping, along with its design, have been thoroughly covered in a number of
comprehensive reviews [27–32], and the diversity of OT applications has been reviewed [33–35].
In the simplest scenario, a small dielectric spherical particle of radius r in the field of a focused laser beam with a wavelength λ is
considered. The forces acting on the particle from the laser beam arise from the momentum P carried by the photons and exchanged
with the trapped particle, the refractive index of which is higher than that of the surrounding medium, np > nm [36]. This results in
the reaction net force:=F Qn c/ ,m (1)
where Q is the trapping efficiency, nm is the refractive index of the medium surrounding the object, and c is the velocity of light.
The optical forces exerted on the particle originate from the combined action of two forces - gradient and scattering. The gradient
force is induced by the gradient of the Gaussian laser beam intensity and is directed toward the beam focus, while the scattering force
is caused by the photons hitting the object in the beam direction, driven by the reflection and refraction of light. The trapping force
depends on the size and the shape of the particles, the refraction index np of the particle relative to the nm of the environment
(medium), and the trapping laser characteristics, such as the intensity, beam shape, and focal point. The ratio between the particle
size, expressed through the radius r, and the wavelength of the trapping laser defines the relevant physical phenomenon behind the
trapping process.
1) The simplest approach corresponds to the case where the particle size is substantially larger than the wavelength of the laser
source, r > > λ. This process can be described in the frame of geometrical optics or the Mie regime [27], as shown in Fig. 2(a). A
particle, being transparent for light beams, will behave as a lens focusing the incident light. By tracing individual rays from the
Fig. 2. (a) An intuitive representation of the trapping process in the Mie regime. The momentum (yellow arrows) of two rays a and b (red arrows)
with different intensities propagating through a sphere is shown. The blue arrow indicates the restoring net force drawing the particle into the focal
region. (b) Conventional OT setup schematic. The optical trap is formed inside a sample chamber with an objective with a high magnification and
numerical aperture. The trapping process is imaged with a camera. (c) Model of the trapping process inside the sample chamber. (For interpretation
of the references to color in this figure legend, the reader is referred to the web version of this article.)
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focused Gaussian beam passing through the particle, one can observe the change in the beam propagation due to the difference in the
refractive indices of the particle and the surrounding medium. A light ray at the central beam point is more intensive, which means
that if the particle is shifted transversely from the focal spot, one side of the particle will refract more light away from the center of
the trap than toward. The momentum carried by the light will be passed to the object, forming the net force, which, due to the total
momentum conservation, is compensated for by the force pushing the particle toward the center of the trap. The equilibrium position
of the object in the trap is reached by tight focusing using a lens with a high numerical aperture, which enables the dominance of the
gradient force over scattering.
2) If the particle size is significantly smaller than the wavelength, r< < λ, the polarizability of the object plays the decisive role.
The particle is considered as an oscillating dipole in an electric field; hence, the Rayleigh limit [37] description based on wave optics
laws must be applied for an adequate description. The particle is pulled toward the most intensive point of the beam, minimizing the
particle energy. The force is independent of the object shape and changes the magnitude with the particle orientation. The scattering
force pushes the particle in the direction of light propagation, while the gradient force draws it toward the brightest part of the beam.
The stable trapping is established when the gradient force exceeds the scattering force. The competition between the two forces
ensures stable trapping.
3) The third concept describes the case where the laser wavelength is comparable to the particle size, r ≈ λ. This approach
requires extensive mathematical treatment and still has not been implemented for an adequate description. The accurate modeling
was implemented by applying Lorenz-Mie theory [38] to describe the scattering of a plane wave by a spherical particle of an arbitrary
size, refractive index and wavelength. An optical force calculation for Gaussian and arbitrarily shaped beams requires the use of the
generalized Lorenz-Mie scattering or T-matrix theory, which have been discussed elsewhere [39,40].
2.1. Optical tweezers configuration basics
A summary of the basic theory and construction of OT can be found in Ashkin [41] and [42]. Several configurations and ex-
tensions have been introduced for the conventional OT, which are defined by the specimen under study and the purposes of the
researchers. Modifications and coupling with other methods, applied to the first implementation of OT [4], have significantly ex-
tended researchers’ capabilities and led to the emergence of a variety of powerful instruments, such as holographic OT [32], speckle
OT [43], Raman OT [44], optical stretchers [16], methods allowing particle rotation by transferring spin [45,46] and orbital angular
momentum [47], etc. Comprehensive guides revealing how to build the simplest OT configuration can be found in Appleyard et al.
[48], Firby et al. [49], as well as clarified instructions for more advanced versions of OT [50].
An OT system can be assembled around a commercially available microscope (preference is usually given to inverted models),
which greatly simplifies the adjustment of the key parts [51,52]. The conventional OT setup consists of parts that can be adjusted to
make (Fig. 2(b)) a household setup. However, powerful commercial OT are currently available, enabling fast and user-friendly
accurate measurements of bimolecular interactions [53].
Optical tweezers are formed by a sharply focused laser beam, with the focal spot forming the tip of the tweezers, which can be
used to pick and move objects. The typical range of forces imposed by the optical trap on the object is usually on the order of tens of
piconewtons (pN). A brief overview of the key parts for assembling a conventional OT suitable for cell studies is given below.
1. High-numerical-aperture microscope objective. An objective is an essential part of OT, which provides stable three-dimen-
sional trapping. Typically, these objectives have a high numerical aperture NA ≥ 1 to ensure strong focusing and a high mag-
nification of 100 × because a larger incident angle of the laser beam on the particle produces a stronger force. Refraction index
matching is achieved by water or oil immersion. Depending on the OT type, the objective can be introduced into the optical
scheme of the OT; in this case, all the parts require precise adjustment. The microscope-based OT bypass this problem, con-
siderably simplifying the process of arrangement.
2. Laser source. The most convenient choice for biological samples is a 1064-nm diode-pumped Nd:YAG laser of a few hundred mW
of power, since low absorption in the infrared range (therapeutic window) eliminates photodamage. The requirement for creating
as small a focus as possible requires that the trapping laser source has a high degree of spatial coherence, such as a single-mode
Gaussian laser. Significantly enhanced trapping has been achieved via structured scattering when specially structured incident
light causes beamsplitter-like interactions with scattering particles [54].
3. Lenses. Lenses are introduced to a telescope to expand the beam (beam expander) for slight overfilling of the back aperture of the
objective lens so that the beam can be focused to a diffraction limit.
4. Trap positioning. To perform movements of the trapping beam in the lateral plane, steering mirrors or acousto-optic deflectors
are usually incorporated. An automated XYZ piezoelectric steerable stage instead provides sample translation in three dimensions
[55].
5. Sample imaging. Sample imaging is implemented through backlight sample illumination and with a camera. The picture is seen
on a computer screen. The quadrant photodiode (QPD) is the most widespread and reliable positioning system, offering object
positioning by deflection of the laser beam. Large objects, for example, cells, can be imaged and tracked through a high-frame-rate
camera [56].
6. Sample chamber. In the classic representation, a sample chamber consists of a microscope slide with an attached cover slip. The
space in between is filled with a liquid sample (Fig. 2(c)).
Biological objects absorb light of the visible (380–740 nm) and infrared (IR) (1300–3000 nm) spectra due to their water content.
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This property is the cause of the undesirable thermal effect [27], which can be avoided using near-infrared region (NIR) wavelengths
within 700–1300 nm, where light can penetrate deeper into biological tissue. The medium can also minimize the heating caused by
laser light through energy dissipation to the environment.
3. Blood components
Blood is a multicomponent substance with two major components: plasma (55%) a solution of organic molecules, proteins, and
salts and formed elements, i.e., blood cells (45%). Formed components mainly include RBCs (99%), white blood cells (WBCs),
leukocytes ( < 1%), and platelets ( < 1%) [57] (Fig. 3). The ratio of the main blood constituents is 1 leukocyte per 25 thrombocytes
per 500 RBCs. Red blood cells and platelets are devoid of nuclei, while all WBCs have nuclei. WBCs appear in different forms defined
by the unique function of the immune system to offer a protective response to infections, while RBCs perform mostly oxygen transfer.
Blood-based diagnostics has been well established in medical testing for a long time. Researchers still discover new evidence of
the correlation of blood properties with pathological organism states, widening the informativity of conventional blood tests. The
rheological properties of blood reflect the ability of red blood cells to be transported through blood vessels normally. In addition to
hematocrit and plasma viscosity, an essential contribution to the blood flow properties is provided by cellular factors, mostly by the
intrinsic mechanical properties of RBCs as the most abundant blood cell component. RBC deformability and aggregation have a
pronounced effect on the blood flow in smaller blood vessels and in microcirculation. Despite their significantly lower blood count,
the numbers of WBCs and platelets have been found to affect blood viscosity [58].
WBCs can be classified into five cell types: neutrophils, eosinophils, basophils, monocytes, and lymphocytes (T cells and B-cells),
which all together offer protection against foreign substances. Neutrophils are the most abundant WBC type, constituting over 50% of
the circulating leukocytes; thus, the majority of functions are provided by neutrophils. Leukocyte mechanical properties are mani-
fested the most during the inflammatory response. The current paradigm for neutrophil recruitment is a multistep cascade of leu-
kocyte adhesion conjugated with molecular stimulators. In general, after leaving a capillary, a leukocyte experiences margination by
stream erythrocytes, which force the cell toward the venular endothelium [59]. This results in the leukocyte rolling through the weak
adhesion to the endothelium, which becomes stronger after cell activation. After reaching stationary attachment, the leukocyte can
migrate through the endothelium wall. Therefore, the deformability of WBCs is essential for rolling, resistance to blood flow, and
adhesion, i.e. migration to the site of infection.
Being a multicomponent cell, a WBC is more complex than an RBC; its viscosity depends on its intracellular and membrane
composition and its activation state when different mediators are involved [60]. Despite the majority of studies on WBCs being
conducted with neutrophils, OT has become a powerful tool for lymphocyte studies.
Platelets are the first responders to injuries, accumulate at the site of injury, and, through a cascade of biochemical reactions,
create a clot to stop bleeding. Among other blood cells, platelets are more sensitive to mechanical stress. Platelets have a high actin
concentration and integrin density, which make them perfect for serving as mechanosensors. Applied force initiates the activation of
intracellular elements, leading to shape change and fragmentation [61]. This dynamical change in mechanical properties limits the
application of instruments to platelet stiffness measurements. The most suitable method is noncontactless, excludes cell adherence
and exerts a limited shear flow, enabling the stiffness measurement of unactivated free-floating platelets. There are no OT studies that
meet these requirements, though some studies were conducted to investigate integrin-fibrinogen binding (Section OT applications for
WBCs and platelets).
3.1. RBC mechanical properties
RBC deformability is the combined result of several mechanical and geometrical properties of RBCs. Factors such as the internal
viscosity and surface area-to-volume ratio of the cells as well as membrane elasticity and viscosity are determinants of the overall
deformability of RBCs. RBCs are commonly used as model systems for cellular biomechanics studies due to their relative morpho-
logical simplicity and availability. The application of OT in RBC studies has led to many important findings in hemorheology [62].
Fig. 3. Models of the main blood cell components: platelets, white blood cells and erythrocytes.
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A healthy erythrocyte has a biconcave discoid geometry with a diameter of 6–8 µm and a thickness at the center of 0.8–1 µm, with
a slight thickening at the periphery to 2–2.5 µm. The RBC biomechanical properties are dictated by the RBC structure. The plasma
membrane of an RBC comprises a phospholipid bilayer supported by an underlying hexagonal lattice of spectrin and actin, which
regulates the discotic shape stability and elasticity. Since the inner cell composition of RBCs is essentially a viscous fluid, the elastic
membrane is mainly responsible for the stress resistance. There are three main structure-related factors contributing to RBC de-
formation [63]:
1. A high surface-area-to-volume ratio S/V ~ 1.5 [64], which enables the highly flexible RBC structure. This explains the ability of
RBCs to squeeze through the narrowest capillaries ( < 3 µm diameter) and even through the sieves in the spleen (1 µm openings)
[65]. The shape of an RBC is easily affected by the shear flow and walls of the microvessels, deforming it to a “bullet” -like shape,
but immediately after these pressure effects are released, the cell recovers to its original shape. In contrast, a decrease in the S/V
parameter is associated with the higher RBC stiffness observed for common RBC disorders such as malaria, hemolytic anemia, and
hereditary spherocytosis [66].
2. Cytoplasmic viscosity is governed by the presence of hemoglobin, which provides fast RBC shape changes in response to fluid
shear stress.
3. The viscoelastic properties of RBCs are defined by the properties of the cell membrane layered structure: 1) the skeleton un-
derlying the protein network, 2) the lipid bilayer, and 3) the outer carbohydrate-rich glycocalyx [63]. Mechanical properties in
general describe how a cell would react to applied stress. The deformations of solid materials are dictated by Young’s modulus (E)
or the elasticity, with units of pascals [Pa]), while for fluids, it is defined by the viscosity [Pa s]. The viscosity of the membrane η
[µNs/m] is the rate of its deformation. Young’s modulus is defined by the ratio between the stress and the strain along a certain
axis. Cells are intrinsically viscoelastic because they possess both deformation and an elastic response to deformation [67].
Therefore, the rheological properties of the RBC membrane are defined by its mechanical coefficients and three elastic and viscous
moduli [68]:
• The elastic energy storage upon elongation or shear deformation of the RBC membrane is represented by the shear elastic modulus
μ [µN/m]. The shear modulus of RBCs has been found to be in the range of 2.5–10 µN/m [69].• The bending modulus (stiffness) B [N/m] characterizes the bilipid layer of the RBC membrane associated with resting shape
changes, without shear or expansion [70]. The bending modulus is considered to be too small to impact the membrane response
[71] and is usually ×1.8 10 12 µN/m.• The area compressibility or expansion modulus K [72] is the resistance to area compression or extension. This parameter is
dependent on the total number of lipids in the membrane and is usually in the range of 3–6 × 105 µN/m. The relation between
these parameter values means that RBCs bend easily, shearing is difficult to achieve and RBC compression is the most challenging
to accomplish.
Blood behaves as a non-Newtonian fluid: the viscosity of blood varies with the shear rate. RBC deformability largely determines
the blood viscosity parameters under high shear stress, while RBC aggregation contributes to low shear stress conditions. There is
solid evidence that RBC deformability impairment correlates with pathological alternations [73,74]. This interplay is of high clinical
interest and has been revealed for a number of diseases: diabetes [75], obesity [76], malaria [77], sickle cell anemia [78], cardio-
vascular diseases [79], chronic renal failure [80], arterial stiffness [81], and hereditary disorders [82].
3.2. RBC aggregation
RBC aggregation is a reversible process of RBC clumping in linear (rouleaux) and then three-dimensional structures, as shown in
Fig. 4(a). Blood viscosity is inversely proportional to the shear stress. RBC aggregates are formed under static or low-shear conditions
Fig. 4. (a) Scanning electron microscopy (SEM) colored images of RBC aggregates (rouleaux). (b) Schematics of RBC trapping approaches: trapping
with microbeads attached to RBCs, direct RBC trapping, and RBC interaction measurement.
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and disrupted with increasing shear rate. The blood composition and the functional properties of macromolecules, particularly blood
plasma proteins, affect the RBC aggregation [83]. Therefore, the level of RBC aggregation in standard hematological blood tests is
estimated by the erythrocyte sedimentation rate (ESR) for the rough assessment of inflammatory risks.
The RBC membrane fluid lipid bilayer, in addition to phospholipids, includes glycolipids and cholesterols, with embedded or
attached proteins and glycoproteins. Negatively charged sialylated glycolipids in the RBC membrane result in electrostatic repulsion
between RBCs, creating an electric zeta potential (ζ) [84]. In other words, the zeta potential represents the RBC surface charge, which
prevents RBC aggregation [85]. In blood plasma, the negative RBC surface is surrounded by cations, with the following diffuse layer
of cations and anions in a mixture. A more detailed description of RBC deformability and aggregation measurements with OT is
addressed later in this paper.
3.3. General experimental guides for RBC optical trapping
The typical experimental routine for the optical trapping of RBCs starts with blood withdrawal. The advantage of OT is the small
sample volume needed for experiments; usually approximately 20 µm is enough for one series of experiments. Blood is obtained by
the finger-prick method from a donor prior to experimentation or can be acquired from a blood bank. RBCs from the blood sample
(hematocrit 45%) are washed with phosphate buffered saline (PBS, pH 7.4) by centrifugation. Sedimented RBCs are then accurately
taken from a vial bottom and suspended in a desirable buffer and at the required concentration, which has to be low enough to
provide single-cell trapping. The sample is placed in a special chamber, usually made of a glass slide with a glass coverslip attached to
a double-sided tape to form a gap in which to place the sample. It is highly advised to seal the open edges of this cuvette with Vaseline
to prevent drying of the sample and thermal drift, which will interfere with the measurements.
Many experiments have been performed in phosphate buffer saline (PBS) as a host medium, isotonic to blood plasma. RBCs in vivo
are suspended in plasma containing electrolytes, albumin, fibrinogen and other macromolecules, while PBS is just a water-based salt
solution. To mimic the natural surroundings of RBCs, an autologous plasma is preferable to preserve the natural biconcave RBC shape
[86]. Normally, the relative viscosity values of whole blood and plasma are approximately 4–5 and 1.8 mPa s, respectively [87]. The
difference between the PBS and plasma viscosities have to be taken into consideration for optical trapping calibration either by the
drag force method or with a QPD.
Foo et al. [88] studied the effect of heating and cooling on the elastic properties of individual RBCs based on the temperature
correlation with the mechanical properties of RBCs [89]. RBC deformation under hydrodynamic flow at body temperature (36 ∘C)
significantly exceeded the deformation reachable at room temperature (25 ∘C). The irreversible changes were caused by heating of the
cells from 23 to 42 ∘C and cooling back to 23 ∘C, which made the RBCs much softer compared to their initial elasticity. This study
clearly demonstrated the importance of temperature control in single-cell studies.
Typically, RBCs can be trapped either directly or using specific handles, such as microspheres attached to the cell surface through
specific or nonspecific binding (Fig. 4(b)). Trapping efficiency depends on the difference between the refraction index of an RBC and
the surrounding liquid. An RBC behaves as a lens, being an almost transparent asymmetric dielectric object for NIR light, having a
spatially uniform refractive index as the cell lacks a nucleus and the majority of organelles [90]. Compared to blood plasma and
buffer solutions, RBCs in general have a higher refractive index, resulting in effective optical trapping and manipulation.
4. Intrinsic RBC deformation properties studied with OT
The first experiment demonstrating the feasibility of OT usage for RBC trapping was performed by Ashkin [5]. The classical
installation based on a conventional microscope was equipped with a 1064-nm Nd-YAG laser. Damage-free trapping was performed
over a range of powers (4–40 mW) with no changes in the RBC flexibility observed. The latter decreased only after keeping the RBCs
at increased power (80 mW) for tens of minutes. This experiment paved the way toward RBC optical trapping. A more recent study
[91], however, demonstrated that optical trapping at 10 mW for 2 min caused a decrease in RBC cell elasticity, which was greater at
shorter NIR wavelengths.
Experimental observation of RBCs upon trapping with a single beam has shown that an RBC orients itself with a maximum
diameter along the direction of beam propagation, enclosing the maximum energy [17]. Despite fruitful experimental works, a
theoretical description was lacking for a long time, arising almost 10 years after the first RBC trapping [92]. RBCs possess a discotic
shape and are subject to strong shape deformations, making a theoretical description of RBC behavior in response to OT far from
trivial. Simple analytical calculations given for spheres are not applicable. Grover et al. [92] considered an RBC trapped in dual-beam
OT and traced the rays passing through the cell, enabling calculation of the scattering and gradient forces. The torque, which induces
object alignment in OT, was presented as a function of RBC position at different angles. An RBC reaches the equilibrium orientation at
180∘, parallel to the beam spreading direction, whereas an unstable equilibrium corresponds to 90∘ (Fig. 5(a). Later on, this ob-
servation was proved using confocal fluorescence microscopy [93]. However, in the study by Ghosh et al. [94], RBCs were claimed to
be folded in a rod-like shape under optical forces, and a model, based on the concept of buckling instabilities, was offered to describe
this phenomenon.
An RBC was trapped with multiple OT [86]: two traps at the RBC edges and a third one, in the middle, that was shifted, causing
the cell shape distortion. Registering the relaxation time of the RBC shape recovery immediately after turning off the traps de-
monstrated that young RBCs recovered almost twice as fast (162 ms) as old cells (353 ms). In addition, a remarkable difference in the
recovery time was found between RBCs in a buffer solution and in blood plasma, suggesting plasma as a natural habitat that is a
preferable medium to model in vivo conditions.
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The RBC membrane mechanics is mainly determined by the cellular cytoskeleton - a complex network of interlinked proteins,
filaments, microtubules and linkers. To retrieve specific information, OT were applied to study an isolated RBC membrane skeleton
[95]. Trapped silica beads coupled with an RBC were subjected to the stream flow of detergent, which washes out the membrane and
intracellular structures, leaving only the membrane skeleton. The cytoskeleton network under this treatment became nearly spherical
and flexible. The flow chamber allowed exposing different media on the trapped skeleton and performing observations under dif-
ferent conditions.
The shear modulus was inferred from measurements of the elastic coefficients of RBCs in an experimental implementation by
Henon et al. [18], where two silica beads were used as handles to stretch the RBCs. By moving one of the handles away, a resultant
force of 60 pN (P ≈ 400 mW) was developed. The applied forces caused RBC shape distortion, which was presented as a change in
diameter versus the applied force. The shear moduli = ±µ 2.5 0.4 µN/m for both discotic and nearly spherical swollen cells were
extracted from the slope of the linear part of this dependency.
A similar experimental approach but with clinical emphasis to elucidate the role of hemolytic disorders with RBC elasticity was
conducted by Sleep et al. [96]. The shear modulus at 15 pN of force was derived to be 200 µN/m for an unmodified cell ghost and for
modified cells by chymotrypsin, PCMS and NEM. The suggested reason for this discrepancy of the shear modulus value compared to
the data of Sleep et al. was that the bending modulus was accounted for, whereas Henon et al. neglected its impact.
The abovementioned approaches, however, could induce a deformation of only 15% of the original cell size due to the small
forces applied to the handles. Knowing that RBCs in natural in vivo conditions undergo much higher deformations, researchers have
sought for a way to allow higher force loads on cells.
In the study by Dao et al. [97], the authors succeeded in increasing the force load up to 400 pN by using larger microbeads, which,
at the same time, minimized heating of the cell. Three-dimensional finite element analysis for a biconcave RBC has been applied to
extract the elastic properties of the cell membrane, upon varying geometry, cytosol properties and contact-dependent loading force of
the attached beads (Fig. 5(b)), which were confirmed to contribute to the deformation response of the cell. The values of the
membrane shear modulus were found to be in the range of 11–18 µN/m, while a bending modulus of ×1 9 1019 Nm was considered
insignificant in the overall deformation. This later led to the clinical application of OT to investigate malaria-infected cells [98]. The
rigidity of malaria-infected RBCs is associated with a capillary blockage leading to organ failure. Therefore, OT have become an
excellent tool for the diagnosis of malaria (more details are given in Section RBC deformability in diseased states: clinical implications).
5. Optical stretcher
The exertion of extreme pressure on RBCs was eventually achieved with the optical stretcher (OS) introduced by Guck et al.
[99,100], which has been largely applied in cell studies [16]. Combined with an optofluidic device, the OS performs fast mea-
surements of elasticity of the whole cell. An OS exploits the phenomena that occur when a cell is trapped between two identical
counterpropagating divergent laser beams with a Gaussian intensity profile. A cell experiencing total momentum transfer on its
surface is stretched along the axis of beam propagation instead of undergoing the intuitively expected compression. A schematic
representation of a trapped RBC in an optical stretcher is shown in Fig. 6(a).
The first prototype was a simple flow chamber filled with an RBC suspension and two optical fibers inserted perpendicular to the
Fig. 5. (a) Theoretical modeling (top) and corresponding experimental results (bottom row): (a, d) erythrocyte before trapping, (b, e) during
reorientation in a dual-beam optical trap, and (c, f) after stable trapping is achieved. Figures in the top row demonstrate triangular elements used in
the algorithm for the theoretical determination of behavior. Adapted with permission from [92]. The Optical Society. (b) Two silica microbeads
diametrically attached to an RBC: one of them is attached to the glass surface, while the second one is trapped by the OT. Second column shows a
simulation of the stretched biconcave cell undergoing large deformation under forces from 0 to 340 pN with cytosol, and the third column, without
cytosol. The color contours represent the spatial variation of the constant maximum principal strain [97].
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flow. The measurement of elasticity was optimized by repeating the same steps: after RBC trapping, the flow is stopped, a mea-
surement is taken and the trapped cell is released [101]. A tunable Ti-Sapphire laser (wavelength of 780 nm) was used for trapping to
strike a balance between decreased protein (UV range) and the water absorption (near-IR) of light to minimize the thermal effects.
Indeed, RBCs trapped at intensities up to 300 mW are restored to their initial shapes, being indistinguishable from intact cells. The
experiment was also conducted on swollen spherical RBCs. The peak stress along the beam axis was derived from the total power in
each beam and cell deformation. RBC deformation followed the linear response to the applied laser power up to 350 mW ( = 20 N/
m2), with a relative deformation of 10%. Applying the membrane theory in this regime, at the chosen peak stress of 1.47 N/m2, Guck
et al. [101] derived the homogeneous Young’s modulus Eh= 39 ± 14 µN/m (where (h is the thickness of the cell membrane) and
the corresponding shear modulus = ±µ 13 5 µN/m. However, the theory did not fit the nonlinear behavior under higher peak stresses.
At the peak = ±2.55 0.10 N/m2 along the beam axis, the cell achieved an elongation of over 80%. This extreme corresponded to a
500 mW laser power or 400 pN force. Further peak stress exceeding = 30 N/m2 led to cell rupture.
It is interesting to note that cell softening occurred in the nonlinear regime, when the light imposed σ0 ≥ 3 N/m2. The speculative
explanation was that stress causes the membrane rearrangements to adapt to the load, resulting in higher stiffness. However, higher
stress induces cytoskeleton rupture and RBC softening.
The newly emerged method requiring a precise mathematical description of the deformation behavior of RBCs in an OS is
envisaged to be applied for analysis and transfer to cell diagnostics. Many studies made an effort to elaborate mathematical models
for the original Guck experiment to achieve a more precise retrieval of the RBC deformation characteristics. Guck et al. [101] used the
ray-optics model, and Bareil et al. [102,103] extended the model and provided more detailed information about the exact stress
distribution on the spherical RBC surface in an OS Eh = 20 ± 2 µN/m. In [104], previous data based on the cosine-squared
approximation were compared with data obtained with the new ray-optics model, accounting for the focusing by the spherical
interface, the actual experimental configuration, and the effects of multiple internal reflections, which were supposed to influence the
cellular elasticity parameters. The calculated cell stiffness (Eh= 54 µN/m) was in excellent agreement with the experimental results,
confirming the validity of the new numerical approach.
After retrieval of the optimal values of the membrane properties, the model was adjusted to the experimental values obtained by
Guck (2000, 2001) [105]. The average shear stiffness was found to be approximately 4.611 µN/m for the nondimensional ratio of the
shear modulus to the bending modulus, ranging from 10 to 300. Another mechanical model developed to calculate the RBC dynamic
deformation showed great correlation with previous studies by Guck et al. [101] and Bareli et al. [103], giving area compressibility
moduli k = 0.56 and 0.42 N/m and shear moduli =µ 9.5 and 7.2 µN/m, respectively.
OT integration with microfluidics is one of the approaches to accelerate data acquisition. Sraj et al. [22,23] introduced a single-
beam OS, applying laser diode bar in a microfluidic channel for RBC optical stretching as a high-throughput method for cell de-
formation cytometry. This method was proved feasible, as it provided shear modulus values comparable to those previously obtained.
A recent study by Yao at al. [24] demonstrated the advantages of combining an OS with a microfluidic channel. In this con-
figuration, rabbit RBCs could be stretched in a microfluidic flow (2.5 µm/hour) by a periodically chopped laser beam, allowing for
considerable acceleration of the mechanical characterization (1 cell/s). The concept is shown in Fig. 6(b).
6. RBC Deformability in diseased states: Clinical implications
The application of OT to detect the difference between healthy and pathological cells resulted in fruitful findings, which can be
Fig. 6. (a) Schematic representation of an RBC trapped in the middle of two opposing lasers 1 and 2, forming an optical stretcher. (b) The principle
of the optofluidic “tweeze-and-drag” cell stretcher. The RBC is trapped by a periodically chopped laser inside the microfluidic channel, stretched by
the flow and then released. Reproduced from [24].
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applied to clinical diagnostics. Micropipette aspiration experiments demonstrated the loss of deformability and abnormal circulatory
behavior of infected RBCs [106]; therefore, more sensitive OT were widely applied to retrieve the properties of RBCs in pathological
states.
In the experiment by Suresh et al. [107], one bead attached to an RBC was trapped, while a bead on the other side of the cell was
attached to a glass plate. Applying forces up to 150 pN with an OS, a shear modulus increase was observed compared to that of
healthy RBCs (H-RBCs) (5.3 µN/m) for malaria-infected RBCs at different developmental stages to values of 16, 21.3 and 53.3 µN/m
for the ring (Pf-R-pRBC), trophozoite (Pf-T-pRBC) and schizonte (Pf-S-pRBC) stages, respectively. The Pf-U-RBC (exposed to the
parasite but not infected), Pf-R-pRBC, Pf-T-pRBC and Pf-S-pRBC were, respectively, 1.5-, 3.0-, 4.0- and 10-fold more rigid than the H-
RBC, indicating the linear loss of deformability during disease progression (Fig. 7).
Another approach by Mohanty et al. [108] revealed the distinct difference between malaria-infected and healthy RBCs. Healthy
RBCs, while trapped in a hypertonic buffer, were rotated with linearly polarized light as a naturally occurring microrotor. Infected
cells, in contrast, did not rotate in the field of the laser or showed much slower rotation speeds. The mechanism of RBC rotation in a
hypertonic buffer was explained through the RBC shape change as a response to the structural asymmetric meniscus, which led to an
uneven force distribution resulting in rotational torque that forced RBC rotation around the trap beam axis [109]. The same group
later [110] investigated healthy and infected RBCs by applying viscous drag to stretch-trapped RBCs. The viscoelastic parameters
retrieved from the measurements demonstrated the increased stiffness of malaria-parasite-infected cells. These cells were hardly
deformable ( = ±µ 13.5 5.3), while healthy RBCs ( = ±µ 4.97 1.6) were deformed by weak viscous drag.
Byun et al. [111] demonstrated that sickle cell disease, associated with a defect in the hemoglobin structure, leading to RBC
structure and deformability malfunctions, is the reason for rheology blood violation in patients.
The RBC response to a drug was analyzed in terms of the overall elasticity [112]. The data showed that RBCs from patients with
sickle cell disease (HbSS patients) are less deformable than those in the control group, but no significant difference was found
between HbSS and sickle cell trait (HbAS) patients. However, HbSS patients treated with hydroxyurea (HbSS/HU) for at least six
months presented RBC deformability similar to that of the control group. The same method was applied to estimate the overall
elasticity of RBCs from iron-deficient subjects and compare them to healthy donors [113]. The increased stiffness of RBCs from iron-
deficient patients was associated with hemoglobin content rather than with the cell geometry or volume.
Fig. 7. Optical images of OT stretching of a healthy H-RBC, and different stages of malaria-infected cells, i.e., Pf-U-RBC (control uninfected), Pf-R-
pRBC (early-stage infected), Pf-T-pRBC (mid-stage infected) and Pf-S-pRBC (late-stage infected), in a PBS solution at 25 ∘C: prior to tensile stretching
by optical tweezers (left column), at a constant force of 68 ± 12 pN (middle column) and at a constant force of 151 ± 20 pN (right column).
Reproduced from [98].
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The effect of doxorubicin - a common drug in anticancer therapy - on the mechanics of DNA, leukemic blast cells and RBCs was
also studied with OT by stretching the cells with 4.5 μm beads attached at opposite sides of a cell [114]. It was shown that dox-
orubicin increased the cell elasticity of leukemic blast cells, as well as of healthy RBCs, where the stiffness decreased twice from
15 ± 4 to 32 ± 3, which was explained by the high toxicity of the drug. Confocal laser scanning microscopy confirmed the
incorporation of the drug into the RBC membrane and the distribution of doxorubicin over the cell volume.
Lima et al. [115] offered a method for comparing the viscoelastic properties of normal HbA and -thalassemia intermedia (Hb)
RBCs with OT, with an additional estimation of the RBC negative charge by attaching cationic quantum dots. The study revealed an
decrease in RBC elasticity and a reduction in the membrane charge for pathological cells.
OT were used to compare the deformability of healthy RBCs with cells obtained from patients with diabetic retinopathy (DR) and
type 2 diabetes mellitus (DM) [116]. By RBC stretching, the authors analyzed the deformability index =DI I I I( )/ ,max 0 0 where Imax
is the final stretched length and I0 the initial length. The index for DR RBCs (0.0635 ± 0.028) was smaller than that for DM RBCs
(0.0645 ± 0.038) and control RBCs (0.0698 ± 0.0224), indicating that the DR erythrocytes are less deformable and more swollen
when compared to DM RBCs. They also noted the different initial sizes I0, which was higher for DR RBCs and DM cells than for the
control and associated with the reduced cell deformability.
Blood transfusion efficacy was estimated in patients with sickle cell anemia (SCA) [117]. By trapping RBCs at different powers
and then releasing them, the maximum and minimum diameters and relaxation time were analyzed. Both parameters were lower in
the case of SCA cells.
7. Mutual RBC interactions
The OT technique can serve as an accurate and fast methodology for revealing the response of RBCs in terms of the membrane
mechanical properties, providing precise quantitative information about the interaction forces between studied cells. In addition to
the elastic properties of RBCs, the most important blood property is RBC aggregation. RBC aggregation is a reversible process of RBC
clumping in linear (rouleaux) and then three-dimensional structures [118]. Viscosity is inversely proportional to the shear stress
when RBC aggregates are formed under static or low-shear conditions and is disrupted with increasing shear rate. RBC aggregation is
dependent on the plasma protein composition and membrane surface proteins. For example, aggregation increase is peculiar to
inflammatory disorders [119]. Surprisingly, the exact mechanism of RBC interaction is still unknown. However, it was found to vary
under a number of clinical conditions (infections, cardiovascular and hematological diseases, and metabolic disorders), therefore
holding the key to understanding many diseases and finding ways to effectively cure them. Two coexisting and contradictory models
of the process are bridging [120] and depletion [121]. Earlier experiments showed results in favor of both theories, leaving the
dilemma unresolved.
The first RBC-induced interaction was carried out with double-beam OT in 1997 [122]. The work focused on the disaggregation of
two trapped cells. The cells forming a doublet were pulled apart. Measurements in plasma showed that the force needed to form an
aggregate is negligible, while sliding RBCs apart required much higher force and resulted in the formation of a tether between the
cells. Observations favored the cross-bridging model of interactions. It is worth noting that RBC binding does not occur in phosphate
buffer saline but in plasma and solutions of polymers, proteins or dextran.
In [123], researchers measured the aggregation parameters of normal and pathological RBCs affected by systemic lupus er-
ythematosus (SLE), an autoimmune disease resulting, in addition to other syndromes, in enhanced RBC agglutination. Using dual-
beam OT, they pulled RBCs in a rouleax, registering the achievable displacement. The aggregation force and speed values were
almost two times higher for SLE RBCs than for normal cells. The studies by K. Lee et al. were aimed at retrieving the effects
influencing RBC aggregation, such as temperature [124] and protein composition [125], and to find a preferable model of RBC
interactions.
It was shown in Lee et al. [126] that by measuring the forces between interacting RBCs with double-channel OT, the aggregation
and disaggregation forces significantly differ, as the force applied to separate cells was much higher. The RBC aggregation process
was described with the depletion model, while disaggregation was assumed to be associated with cross-bridges formation, as the
dynamics of the process demonstrate an increase in force upon cell separation. A recent study [127] that combined OT with mi-
crofluidic and fluorescence microscopy revealed that 70 kDa dextran adsorption on the RBC surface affects its deformability. OT
supplemented with SEM imaging (Fig. 8(a–c)) were applied to study RBC interactions in blood plasma and in a polymer dextran
solution to reveal the model of RBC aggregation. Despite the different types of mutual interactions in plasma and uniform-sized
dextran, a mixture of dextrans with molecular weights and concentration ratios similar to those of proteins in blood plasma can serve
as a plasma model, resulting in a similar interaction energy dependence. Based on the results, the authors [128] suggested that the
most probable mechanism of RBC interaction includes both depletion and bridging mechanisms, depending on the environment of
the studied RBCs, and that a hybrid model utilizing the mechanisms of cross-bridges and depletion should be considered. The same
interaction model was observed in subsequent studies by Avsievich et al. [129], who demonstrated that nanocapsules do not in-
fluence RBC interactions, and Zhu et al., who revealed the influence of continuous and pulsed laser irradiation on RBC aggregation
[130].
Another methodology for testing new synthetic materials and healthcare pharmaceutical products in terms of their potential
applicability was proposed in Avsievich et al. [131]. Mutual RBC interactions were estimated with OT upon treatment with different
nanoparticles (NPs). NP-induced aggregation was also estimated by conventional optical microscopy. The nanodiamonds used in the
study induced cell damaging, which resulted in stronger interaction forces between RBCs (Fig. 8(d)). In the future, the method can be
used as the first step of NP validation for biomedical purposes.
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RBC aggregation was studied in a serum in the presence of solutions used for hemagglutination tests: erythrocyte antibodies and
associated agglutination potentiator solutions (dextran, low ionic strength solutions [LISSs] and enzymes) [132]. An RBC rouleau was
attached to a trapped silica bead, while the other trap was used to pull cells apart. Retrieved from the measurements, the force and
the apparent membrane viscosity values were in accordance with the immunohematological routine.
In the study of RBC coagulation [133], the minimal force between coagulated RBCs was registered. Three main coagulation
phases were found. First, RBCs were randomly distributed; next, they slowly started to vibrate around their equilibrium positions; and
then, they moved slowly toward the coagulated group. In the final phase, the RBCs moved quickly until completing the process by
merging with the coagulate. Treatment with heparin extended the first phase of the coagulation, while tranexamic acid induced the
RBCs to quickly coagulate in the third stage.
8. Optical rotation and orientation (optical spanners)
The first RBC rotation was achieved by S. Sato in 1991 [17]. Instead of the TEM00 mode of the trapping beam, the higher-order
modes of a Nd-YAG laser beam were applied for trapping. The force generated by a TEM01 beam was 20% higher than that of the
standard TEM00 mode, having a larger incident angle at the periphery on the object, which resulted in higher refraction and, con-
sequently, stronger trapping. Upon trapping the RBC with TEM0n, which produced a nonuniform intensity distribution, the cell was
oriented along the elongated beam intensity distribution. The rotation of the cell was achieved by beam rotation. A simpler and more
efficient approach was demonstrated by Dasgupta et al. [134]. The controlled rotation was implemented by using cylindrical lenses,
which generate an elliptic beam profile (line tweezers).
However, the method was still limited by object rotation around an axis, therefore making it inapplicable in microscopy. The
optical rotator offered by Kreysing et al. [135] was based on a dual-beam fiber trap where one of the fibers is asymmetric; in this
configuration, cells, being optically anisotropic, follow this rotation of beam asymmetry and can be oriented at different angles
(Fig. 9(a)). This approach allowing cell orientation and rotation perpendicular to the optical axis of a light microscope offers the
advantage of isotropic resolution for tomographic microscopy applications. In 2014, the same group [136] improved the previous
approach using beams with high modal purity, which are well defined in three dimensions. Fibers integrated in a lab-on-chip system
were used to carry out the rotational manipulation of RBCs (Fig. 9(b)).
The change in RBC orientation has been demonstrated, which is especially important for keeping a cell in a desirable orientation,
for example, in the Raman spectroscopy measurements conducted by Dasgupta et al. [137]. Using the annular intensity profile of the
Laguerre-Gaussian trapping beam modes, which increases with the topological charge of the mode, control over the RBC orientation
in a vertical plane was achieved. Moreover, this trap transferred the orbital angular momentum to the RBC, forcing its rotation in an
isotonic solution. Fiber probes were shown to not only rotate but also deform RBCs [138]. Two tapered fiber-optic probes (TFPs) with
a laser beam of 980-nm wavelength can stably trap a cell by adjusting the TFP position and magnitude. The trapped RBC can be
rotated around different axes (Fig. 9(c)).
The net angular momentum of laser beams includes the spin [139] and orbital angular momentum [140]. The spin or orbital
momentum is transferred to the object, causing spinning of the object or orbital rotation. RBC spin and orbital rotation were observed
by offsetting the trapping fibers transversely [141]. Upon increasing the offsetting distance between the fibers, the RBC spinning
transitions to orbital rotation, moving along the elliptic orbit. Within the translation from spinning to orbital rotation, the RBC still
spins, decreasing the frequency with the offset distance.
Fig. 8. Colored SEM images of separated RBCs. (a) The white rectangle indicates an enlarged area on the cell surface with cilia at the RBC
membrane, which is shown in (b) for blood plasma and in (c) for a 500 kDa dextran solution. Reprinted with permission from [128]. The Optical
Society. (d) Nanodiamond-induced RBC aggregation [131].
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9. Use of Raman trapping spectroscopy to reveal the living cell chemical composition
The combination of OT with Raman spectroscopy significantly improved the Raman spectroscopy of living cells. The OT tech-
nique became highly appreciated for the immobilization, permitting fixation and manipulation of living cell positions, while con-
ventional physical and chemical cell immobilization can have adverse effects on cell functioning.
To extract the structural information of a trapped object, OT can be combined with spectroscopic techniques to measure the
absorption, fluorescence and Raman spectra [21,142–145]. Raman spectroscopy analysis does not require labels to analyze and
identify cells, thus presenting their viability. To obtain stable scattered light from a cell, Raman spectroscopy requires a relatively
long time due to its low sensitivity. Combining this method with OT enables spatially fixing a cell over a long period time, bringing
the advantage of obtaining the spectra from a single object instead of an ensemble of averages. The method excludes heterogeneity,
providing information only about specific chemicals in the object [146]. OT with Raman spectroscopy can be combined with single-
and dual-beam traps or an optical stretcher. An RBC consists of hemoglobin (Hb), a globular protein with an embedded porphyrin
(heme group), which constitutes the Hb prosthetic component, with an iron atom for oxygen transfer. The chromophoric structure of
the heme contributes to Raman scattering enhancement, with wavelengths close to the absorption bands [147]. The occurrence of
resonance Raman scattering from the Hb prosthetic group allows studying Hb within erythrocytes without interference by other RBC
components. Ramser et al. [148] combined Raman spectroscopy with OT in a microfluidic system to trap RBCs and monitor their
oxygenation state in real time upon changes in the buffers with an electro-osmotic flow. The approach can be used for the cell
response to any kind of treatment, for example, pharmaceutics, to monitor physical and chemical changes in cellular components.
Rao et al. [19] focused on the oxy/deoxy transition in a trapped RBC under mechanical stress (stretching and compression).
UV–vis absorption spectroscopy supported the previous results, showing that single RBCs undergo a partial deoxygenation in the
presence of local deformations induced by trapping beams. The mechanically induced chemical alterations, including Hb con-
formational changes, play the main role in the absorption state [149].
Polarized Raman spectroscopy provided evidence of an increased hemoglobin protein ordering upon RBC stretching with optical
tweezers [150]. The polarization components of the scattered light were analyzed from the relaxed and stretched RBCs, confirming
that during stretching, hemoglobin proteins are increasingly arranged in order Fig. 10(a, b). Further study by S. Ahlawat et al. [151]
demonstrated the dependence of the Raman spectrum on the trapped RBC orientation. The Raman excitation beam is polarized along
the x axis, and propagated along the z axis (Fig. 10(c)). The maximum heme bands were observed when the RBC’s equatorial plane
was parallel to the excitation beam polarization direction, while the minimum corresponded to the cell’s plane being normal to the
polarization direction. Authors therefore suggest, that Hb molecules must be present in an ordered arrangement, that heme-porphyrin
planes become mostly orientated parallel to the equatorial plane.
The practical application of Raman tweezers was found in the quality control of blood reserves: the aging process of thrombocyte
or erythrocyte concentrates was observed by Gangnus et al. [20]. The distinct change in platelets was confirmed between 8-day and
21-day concentrations in the wavenumber range of 1296–1333 cm1. RBCs followed the same tendency; however, until day 21, no
difference was observed. Cell decay started to occur in a donor-dependent way on day 28, day 32 and day 36. This Raman-trapping-
based method analyzing blood samples in a quick and nondestructive manner shows promising application in the assessment of blood
transfusion quality.
De Luca et al. [152] investigated thalassemic (a genetic defect in the hemoglobin structure) and normal RBCs with the use of
Fig. 9. (a) Schematic illustrating the basic setup of the optical spanner. Two opposing, coaxially aligned optical fibers emit a near-Gaussian beam
(single-mode fiber, from left) and a rotational orientation-enforcing LP11-type beam (few-mode fiber, from right). (b) Image sequence showing the
precise orientation of an RBC between 0∘ and 90∘. Reproduced from [136]. (c) Schematics of RBC rotation around the x-axis [138].
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Raman OT to stretch them and cause stiffening. The thalassemic RBCs were 40% stiffer than the normal ones. The Raman spectra
showed the reduced oxygenation capability of the Hb of thalassemic cells.
10. Cell sorting with OT
OT cell sorting is based on the creation of an optical intensity pattern over the sample area. Cells passing through this area can be
sorted based on the intrinsic optical characteristics. Potential applications of an automated single-cell sorting system are the creation
of cell patterns and biosensors, drug screening on a single-cell level, and a combination with molecular analysis. The single-cell sorter
is assigned for the recovery of rare cells from aqueous suspensions. Compared to the existing methods, an OT-based cell sorter
requires a reduced sample size, high positioning accuracy and contactless manipulation.
The first attempts at cell sorting with light were proposed by Imasaka et al. [10] with the method named “optical chromato-
graphy” [10]. A weakly focused laser beam was installed in a counterpropagating fluid flow. The scattering force from the laser beam
pushed flowing particles into the focal point. This method was applied to separate blood cells by Kaneta et al. [11]. The single-cell
sorting technique was developed and applied to sort out RBCs in a sample of human peripheral blood from other components (WBCs,
platelets) based on size [12]. Erythrocytes were identified and manipulated into designated volumes using a counterpropagating
dual-beam trap and an image-processing technique. Applegate et al. [13] performed the trapping of bovine RBCs by focusing a laser
diode bar. The RBCs were directed at an angle to one of seven chosen flow streamlines. In the study by MacDonald et al. [14,153],
RBCs were separated from lymphocytes based on their shape. The researchers used an angled optical lattice that can be extended to
any general two- or three-dimensional potential energy landscape. Passive optical sorting (without fluid flow) was performed using
the Bessel beam unique optical landscape [15]. At high powers, RBCs were locked into the outer rings of the Bessel beam (third,
fourth and fifth), while spherically shaped lymphocytes rapidly moved directly toward the beam center and could be collected from
the center core (Fig. 11).
11. Blood storage control with OT
Blood storage control is necessary for the safety of the samples used for medical treatment. OT enables identifying the changes in
erythrocyte deformability properties during storage.
In a 2006 report [154], OT were proposed for the measurement of the apparent membrane viscosity, cell adhesion, zeta potential
Fig. 10. (a) Two movable 1064-nm optical traps stretching an RBC while a 785-nm beam passes through its center, exciting the Raman scattering.
(b) Two camera images show the cell in its equilibrium (left) and stretched (right) positions. All beams (circles) are directed into the (z)-axis, and the
polarization direction (arrow) of the Raman excitation beam is in the plane of the cell, aligned with the direction of stretching (x). Image adapted
from [150]. (c) An image of the trapped RBC captured by the camera, showing the direction of cell rotation, the red dots showing positions of the
trapping beams, and the orange dot is the position of the Raman excitation beam. (d) Schematic showing the orientation angle ϕ which the
equatorial plane of the trapped RBC made with the polarization direction of the Raman excitation beam, and hypothetical stacking of heme-
porphyrin molecules with their planes parallel to the RBCs’ equatorial plane. Reprinted from [151]. (For interpretation of the references to color in
this figure legend, the reader is referred to the web version of this article.)
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and size of the double layer of charges. These RBC properties are important for the immunohematologic tests usually performed in
blood banks. The control of blood properties during storage is necessary to ensure blood transfusion safety. When individuals with the
sickle cell trait (HbAS) do not have any symptoms, they are eligible for blood donation. The blood from HbAS patients and those with
sickle cell anemia (HbBS) was checked regarding the elasticity change during storage [155]. The results revealed higher elastic
constants for HbAS and HnNS cells than those for healthy RBCs for up to 21 days of storage. However, HbAS became extremely rigid
if stored for more than 28 days, suggesting preferable use of blood for transfusion before the 21st day of storage.
A method for measuring the RBC zeta potential was offered by [156]. By measuring the zeta potential, the RBC charge change
during storage could be estimated. Elasticity measurements were performed by applying the drag force of blood plasma to a trapped
RBC at different velocities. The cell length elongation under the flow force was registered with a camera and was then retrieved from
the images. Based on the equilibrium equation, when an elastic force cancels the drag force, the apparent elasticity could be retrieved.
RBC elasticity upon storage decreased slightly before day 22 × ± ×(4.1 10 0.6 10 N/m)7 7 and then dropped to the minimum value
( × ± ×9.6 10 1.0 10 N/m7 7 ), becoming 134% less deformable at the end of storage (day 36).
The same procedure was used by Barjas-Castro et al. [157] to estimate the influence of gamma irradiation on RBC biomechanical
properties, since it is a common practice for the prophylaxis of transfusion-associated graft-versus-host disease (TA-GVHD). The
analysis of RBC deformation demonstrated no difference with a control untreated sample up to 14 days. However, drastic rigidifi-
cation occurred after 21 days (10-fold) and 28 days (40-fold). The alternative approach to the cell stretching method with two traps
was implemented with one beam [158] by an acousto-optic modulator (AOM), which enabled focal point jumping along the normal
to the beam axis to two fixed positions. The stable trapping and stretching of RBCs was performed for a jumping distance on the order
of a few microns at frequencies exceeding 100 Hz.
A study conducted by Lukose et al. [159] demonstrated that the use of 0.9% normal saline for RBC storage caused oxygenation, in
contrast to RBCs stored in a plasma solution.
12. OT applications for WBCs and platelets
12.1. T cells
OT are not suitable for measuring the passive mechanical properties of leukocytes due to cell activation, being deformed using
their own chemical machinery. Studies of the active behavior of leukocytes, however, have been successfully performed. One of the
first OT studies with leukocytes, we believe, was conducted in 1991 by Seeger et al. [26]. Lymphocyte T cells labeled anti-CD4
Fig. 11. A sample chamber containing an equal number of lymphocytes and RBCs [15]. (a) Two lymphocytes can be seen in the top-left corner,
surrounded by erythrocytes. (b) The sample is exposed to a Bessel beam. (c) and (d) Cells are transported toward the central core. (e) The ar-
rangement of cells at the top of the sample chamber with two lymphocytes aligned vertically in the beam center, and the RBCs, aligned with their
largest axis in the direction of beam propagation, in the outer rings of the Bessel beam. (f) Lymphocytes can be extracted from the sample into a
separate reservoir using a carefully positioned microcapillary.
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antibodies were first sorted into a microcapillary and then forced to make contact with a cancer erythroleukemia cell. The contact
between the cells immediately (within 20 s) initiated morphological changes in the cancer cell, followed by oscillatory kinetics,
which at present has only a speculative explanation, i.e., that this is an attempt of the erythroleukemia cell to repair the damage and
counterattack the T cell.
Being conjugated with confocal microscopy, the OT allowed a high spatial resolution and high-speed imaging of the interface
(immune synapse) between the natural killer (NK) cell (effector) and the T cell (target) [160] (Fig. 12(a)). This combination de-
monstrated the new extended opportunities compared to conventional sectioning.
A commonly applied approach is based on the stimulation of immune cells with antibody-coated beads. T cells were stimulated by
probing them with antigen-presenting cells (APCs) - anti-CD3 mAb-coated beads - at different locations [162]. Observations showed
that the leading edge of T cells appeared to be more sensitive than the tail. The lymphocyte response was also dependent on the
antibody density on the bead.
A study by Anvari et al. [163] demonstrated how pseudopodia localization on lymphocytes is dependent on the application of
mechanical stress with OT. Antibodies against T cell receptors (TCRs) bearing beads, upon the interaction with the lymphocyte TCR
site, generated stress in a range of 100–250 pN. Simple attachment of the bead stimulates random pseudopodia formation, while a
tangential force attracts pseudopodia to the site of stress.
Recently, another approach was introduced by Glass et al. [161], which does not require beads to measure the relative interaction
forces between a dendritic cell and a T cell. A triple-spot optical trap ensured the fixed positioning of the T cell, excluding rolling and
rotation. The trapped cell was brought into contact with a dendritic cell (Fig. 12(b)) to break the linkage between the cells, which can
be time-dependent. The trap was placed in the vicinity of the cell, and the power was increased slowly, until the T cell again fell into
the trap. This method can be applied to different types of cells to reveal the effects of the contact time, drug treatment, etc.
Mannie at al. [164] applied OT to fix T cells to register the Raman spectra of an individual cell to reveal the activation status. The
same beam at 785 nm was used to trap and excite the cell, with the obtained spectra allowing the activated cells to be distinguished
from the other cells.
A deep analysis of the TCR mechanosensing findings obtained via optical trapping can be found in the extensive review by Feng
et al. [165].
Another technical solution - a combination of total internal reflection fluorescence (TIRFM) and optical trapping - was presented
by Snijder-Van at al. [166]. In that configuration, a cell can be placed on the surface under the objective, allowing for spatial control
of the interactions between the cell and site of interest with OT while monitoring the process with the TIRFM.
12.2. Neutrophils
OT were used to mimic the shear forces experienced by neutrophils in vivo. A laser beam (980-nm wavelength) dragged through a
polymorphonuclear leukocyte membrane triggered an influx of extracellular calcium in the cell, suggesting a link between me-
chanical stress and calcium influx [167].
While most methods focus on trapping whole cells, an alternative approach was offered by Yanai et al. [25]. Using an OT system
coupled with a differential interference contrast microscope, they were able to trap intracellular granules inside neutrophils. Trapped
granules were moved in viscoelastic cytoplasm in different regions of a neutrophil. The elastic modulus and viscosity were then
retrieved from the dynamic force and granule displacement measurements. The same group later proceeded to distinguish the
rheological differences inside a cell, concluding that leading edge of the neutrophil is more fluid-like and less stiff than the body and
trailing regions [168].
The adhesion of leukocytes to the vascular endothelium was studied by measuring the force-distance relationship of THP-1 cells
and HUVEC monolayer detachment [169]. The force spectroscopy trace (force dependence on distance) demonstrated the stretch-
rupture events and revealed the effect of yielding, which is characteristic of nonelastic materials.
Fig. 12. (a) Fluorescence and transmitted light images of a natural killer (NK) cell (effector; green) and a T cell (target; red) synapse being
manipulated into an imaging configuration such that the intercellular contact lies en face toward the imaging plane. Scale bar: 10 µm [160]. (b) The
methodology used to study the interaction forces between T cells and dendritic cells. Red spots indicate the OT [161]. (For interpretation of the
references to color in this figure legend, the reader is referred to the web version of this article.)
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Neutrophils passing through microcapillaries of the pulmonary system continuously experience shear stress and stretching;
however, not all of them are activated. Upon activation, neutrophils become polarized and of amoeboid shape. By multiple oscillatory
deformation of neutrophils in an OS, and with confocal and phase contrast image analysis ((Fig. 13(a)), Ekpenyong et al. [170]
observed the starting stage of activation. Interestingly, under continuous stress, the process turned out to be reversible. Neutrophils
demonstrated the same behavior in special microcirculation mimesis with physical borders of the microfluidic chamber as that under
OS-generated stress (Fig. 13(b)).
13. Other applications of OT in blood studies
Overcoming the photodamage problem [91], Liang et al. [171] developed OT based on “tug-of-war” (TOW) beams. Diverging and
elongated beams created with a spatial light modulator provided more efficient trapping with less photodamage than a conventional
dual-OT system. This geometry allowed RBC stretching and squeezing. Using this method, the researchers found that RBC deform-
ability under different osmotic conditions follows the following trend: hypotonic > isotonic > hypertonic (Fig. 14).
The birefringent nature of RBCs was suggested because of the orientation they take in an optical trap. An RBC acquires an edge-on
orientation in the beam propagation direction. In the case of linearly polarized OT, an RBC stays rotationally bound to the direction of
polarization. The birefringence of RBCs was found to be confined in the dimple region, with the slow axis of RBCs being along the
diameter [172]. According to the observations made with a polarizing microscope, the expected retardation revealed by the
Fig. 13. (a) OS with two counterpropagating laser beams emanating from single-mode optical fibers: confocal images and phase contrast images of
the trapped neutrophils. The resting cells remain round (top), whereas the activated cells have amoeboid shapes (bottom). Scale bar: 5 µm. (b)
Microcirculation mimesis with neutrophils flowing through the channels. Scale bar: 10 µm. Reproduced from [170].
Fig. 14. RBC stretching in different buffers: (a1–a4) isotonic, (b1–b4)) hypotonic, and (c1–c4) hypertonic. The spacing between two arms of the
“tug-of-war” (TOW) tweezers is varied, while the laser power at the focal plane is fixed at 40 mW. The first column: images without trapping.
Columns from the second to the fourth illustrate the RBC shape change when the spacing is 2.4, 4.8 µm and the maximum 8 (c4) - 9.8 (a4) µm,
respectively. (d) Percentage change of the axial diameter of RBCs as a function of the spacing between two arms of the TOW beam [171].
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optomechanical response of the RBCs in the OT was 1.87 ± 0.09 nm. This was confirmed by the time estimation needed for RBC
alignment when the polarization plane is rotated with a half-wave plate. The origin of RBC birefringence was related to the phos-
pholipid content of the lipid bilayer in the RBC membrane because RBCs suspected to exhibit crenation demonstrated diminishing
birefringence, along with deceleration of the response in OT.
Jumping OT were used to measure RBC deformability after an arterial occlusion test (AOT) to characterize tissue oxygenation
[173]. According to the observations, more oxygenated RBCs were more deformable, being able to deliver more oxygen to muscle
tissue when passing through narrow microvessels. The change in hemoglobin concentration dominates the correlation between the
erythrocyte elastic constant and the dynamic tissue oxygenation induced by the AOT. The acquired data highlights the importance of
correlating the contribution of the RBC elastic properties with the supply of oxygen to tissues.
Drug-induced softening of the RBC membrane was detected with OT after atorvastatin (a commonly prescribed statin drug)
treatment [174], suggesting direct interactions between the drug and cytoskeletal components. OT used in biology utilize a con-
tinuous wave (CW); however, femtosecond OT have also been developed, which can be used without damaging the RBCs [175].
Compared to the CW laser, no differences were observed in the trapping efficiency of OT. Zhou et al. used a 800-nm femtosecond
Ti:sapphire laser to stably trap RBCs and showed the ability to make them rotate inside the trap by modulating the laser light intensity
[176]. The nonequilibrium nature of RBC flickering was demonstrated [177] by trapping RBCs with four beads. One of the beads
allows detecting free fluctuations or the mechanical response to the applied force measurement, while the other three keep the RBC in
a stable position.
14. In vivo RBC trapping
Biomechanics was found to have essential interplay with cell functioning; hence, OT became one of the most convenient tools for
living cell studies. In addition to a wide panel of OT applications in vitro, where the conditions for accurate measurements can be
controlled, the need for in vivo measurements is growing to enable dynamic force measurements in realistic conditions [178].
The first in vivo RBC manipulation was presented by Zhong et al. [179]. NIR OT were able to trap RBCs in a ~ 5–16 µm blood
capillary beneath ~ 40 µm in a mouse ear. The power used to trap the cell was 168 mW. By trapping and holding an RBC, an artificial
clot was induced, which was removed again with OT to restore normal flow. The optical trap stiffness in vivo was ~ 10 pN/µ 1.
Trapping was limited to a depth of ~ 40 µm, since optical stiffness largely varies at different locations due to the complex com-
position of biological tissue.
Subsequent studies sought to circumvent the difficulties in obtaining quantitative values and calibration for in vivo optical
manipulation using zebrafish embryos. Zebrafish, being optically transparent, became a widely used model for studying the processes
of disease development in nanomedicine fields. Pioneering results were provided by the quantitative optical trapping of data in vivo
using the combination of OT with fast imaging and a numerical simulation [180]. The study demonstrated the importance of mi-
crovasculature viscoelasticity in zebrafish arterial blood flow. Analyzing the behavior of trapped RBCs at different positions in the
vasculature, the authors obtained an optical force map of the flow. The displacements of the trapped RBCs were found to correlate
with endothelial cell wall movement, suggesting that vasculature viscoelasticity mediates the flow. Another study of the same group
based on the same approach [181] showed the adhesion of epicardial cells to the pericardium during cardiac development. It
revealed that hydrodynamic flow forces control organogenesis. The group then presented a methodology for the accurate calibration
of trap stiffness in vivo [182]. Measurements of the flow profiles and drag forces exerted on the tweezed cell in the vasculature
allowed characterization of the hemodynamic forces.
In vivo cell transportation is of high interest for precision medicine and drug delivery. To circumvent the influence of a complex
environment restricting the transportation process in vivo, Liu et al. [183] developed an automated control to avoid collisions and
obstacles. The approach was demonstrated by moving RBCs in zebrafish. However, it can be applied to different environments.
In the study of Johansen et al., trapped RBCs were brought in contact with vasculature walls to estimate adhering forces. Injected
NPs (100, 200, 500 and 1000 nm) adhered to the capillary walls, causing deformation. To trap the NPs, the laser power at the sample
was 75 mW, while a power of 250 mW was used for the RBCs at a depth of approximately 50 µm (Fig. 15). The offered method gives
insights into the cell interactions in vivo and the potential for NP-cell interaction screening in nanomedicine.
Development toward in vivo OT applications is underway. A step forward was achieved with the development of single-beam
acoustic tweezers (SBAT), which can penetrate deeply into biological tissues without causing damage using a 50-MHz ultrasound
transducer driven by a voltage signal generator [184]. Test experiments demonstrated that RBCs can be trapped in mimicking in vivo
conditions a 2-µm diameter microvessel with flowing RBCs suspended in blood plasma. The SBAT managed to trap RBCs at a flow
speed of 7.9 cm/s, which is higher than that in capillaries (0.03 cm/s) and close to the mean blood flow in arterioles and venules (5 to
10 cm/s) [185]. OT were also applied to identify the cell type and measure the adhesion of cells to an autologous graft intended for
the replacement of diseased blood vessels and for bypass surgery [186].
15. Summary
The utilization of OT is a continuously evolving technique that has proved its importance in a wide range of studies and never
ceases to offer new research opportunities. Not only the technical improvements of OT themselves but also their combination with
other methods have resulted in profound contributions to blood cell science. OT have thus far mainly been applied in fundamental
research; however, the method has the potential to be transferred to applied medicine. Still, there are limitations that should be
addressed to expand OT applicability:
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1. Limited depth for in vivo measurements. Living tissue scatters and absorbs light; therefore, the maximum depth of trapping in
vivo achieved thus far is 50 µm [187].
2. Statistically trustworthy results. Combination of OT with microfluidics and the previously mentioned optical stretcher method
can significantly reduce the time of data acquisition [24].
3. Trained manipulator and standardization. The manipulation complexity depends on the type of experiment. Currently, ver-
satile commercial OT do not require special operation skills, as do most advanced solutions by Lumicks. Indeed, the measurement
protocols differ from one study to another, emphasizing the need to develop uniform approaches. A calibration approach ap-
plicable to living systems has also been introduced [182].
4. Limited force range. OT are known to work in a pN range, but the force load can be increased up to nN by using anti-reflection-
coated microspheres [188].
5. Portability. Technical solutions, such as compact lasers, fiber lasers, and a new design, can result in portable OT.
OT combined with other modalities should hasten the adoption of lab-on-chip devices for diagnostics, sensing, testing and drug
discovery. To contribute to future blood microcirculation monitoring and therapy, OT assisted methods can be used as a first-pass
diagnostic test.
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